mounted on glass slides with Vectashield (Vector Laboratories). Images were taken using a confocal microscope (LSM510; Carl Zeiss, Inc.) using a Plan-Neofluar 63x immersion objective (Carl Zeiss, Inc.) .
Electron microscopy. Control and TFEB-overexpressing HeLa cells were washed with PBS, and fixed in 1% glutaraldehyde dissolved in 0.2 M Hepes buffer (pH 7.4) for 30 min at room temperature. The cells were then postfixed for 2 h in OsO 4 . After dehydration in graded series of ethanol, the cells were embedded in Epon 812 (Fluka) and polymerized at 60°C for 72 h. Thin sections were cut at the Leica EM UC6, counterstained with uranyl acetate and lead citrate. EM images were acquired from thin sections using a Philips Tecnai-12 electron microscope equipped with an ULTRA VIEW CCD digital camera (Philips, Eindhoven, The Netherlands). Quantification of lysosomes was performed using the AnalySIS software (Soft Imaging Systems GmbH, Munster, Germany). Selection of cells for quantification was based on their suitability for stereologic analysis, i.e. only cells sectioned through their central region (detected on the basis of the presence of Golgi membranes) were analyzed. Lysosomal profiles were detected on the basis of typical ultrastructural characteristics such as high electron density, presence of multiple internal luminal vesicles, concentric and myelinoid bodies.
Huntingtin clearance. Huntingtin inducible striatal cells [HD43(Q105)
] were cultured at 33°C in DMEM high glucose, supplemented as described previously (S9) . HD43(Q105) cells were electroporated with a pCIG2-TFEB vector containing an IRES2-EGFP cassette, or with an empty pCIG2 vector as a control, using a Gene Pulser II electoporator (BioRad). Immediately after the electoporation, cells were plated in presence of 0.2 µg/ml doxycycline (Sigma) in order to induce the transgene for expanded huntingtin. Twenty-four hours post-induction, GFP-positive cells were sorted by flow cytometry using the BD FACSAria cytometer (BD Biosciences) and used for immuno blot analysis.
FACS analysis. Cells were kept in 50 nM acidotropic dye LysoTracker Red DND-99 (Molecular Probes) for 40 min. Red lysosomal fluorescence of 30,000 cells per sample was determined by flow cytometry using the BD FACSAria cytometer (BD Biosciences). (Gibco, Invitrogen, Grand Island) supplemented with 10% FCS in the presence of 7µCi/ml 3 H-glucosamine hydrochloride (Perkin Elmer, 37.75 Ci/mmol, Boston) for 3 days, washed extensively with PBS and chased for variable times. At each time point cells were harvested, homogenized and subject to chromatography on Sephadex G-25 columns (GE Healthcare, Sweden) to eliminate unincorporated 3 H-glucosamine hydrochloride. The amounts of incorporated radioactivity was measured by liquid scintillation in a Beckman LS6500 counter (Beckman Instruments, Fullerton, California, USA).
GAG clearance. HeLa cells were grown in RPMI medium
Immuno-blot. Cells were lysed in cold lysis buffer (20 mM Tris-HCl, pH 7.4, 150 mM NaCl, 1% TritonX-100) in the presence of protease inhibitors (SIGMA) for 30 min on ice. 20 mg of protein samples were separated on SDS-PAGE acrylamide gel and transferred onto nitrocellulose membrane (Amersham Pharmacia Biotech). Primary and (HRP)-conjugated antibodies were diluted in 1% BSA TBS-T. Bands were visualized Figure S1 . Lysosomal genes display coordinated expression behaviour. The diagram reports a visual representation of the expression correlation of 40 lysosomal disease genes with all known lysosomal genes. Each column represents the ~22,500 gene probes of the Affymetrix HG-U133A platform ranked by their correlation of expression with the gene indicated at the top. Blue bars represent the position of lysosomal genes within the ranked lists. The analysis shows that there is an enrichment of lysosomal genes within the first 5th percentile of ranked lists of expression correlation. Figure S2 . Detailed view of the expression correlation among lysosomal genes. The columns include the first 100 gene probes of the expression correlation lists for selected lysosomal genes. Lysosomal genes are highlighted in orange. Other genes associated to the lysosomal function are highlighted in yellow. It should be noted that in a randomly ranked list the probability of finding a lysosomal gene probe is ~1:100. Validation of TFEB as a target gene of miR-128 by dual luciferase assay. The 3'UTR region of TFEB was cloned into a firefly luciferase sensor construct and transfected into HeLa cells along with a Renilla Luciferase control. Luciferase activities were measured in the presence or absence of a plasmid construct containing the precursor sequence of hsa-miR-128. EZH2 and LRIG1 genes, which were not predicted targets of miR-128, were used as negative controls. All experiments were performed in triplicates (data represent mean ± s.d.). Figure S8 . Expression analysis of lysosomal genes following mimic-miR-128 transfection into HeLa cells stably expressing a TFEB transgene lacking the 3'UTR region. To verify that the downregulation of lysosomal genes following mimic-miR-128 transfection was due to TFEB silencing, mimic-miR-128 was transfected into HeLa clones stably expressing a TFEB transgene lacking the TFEB 3'UTR region, which contains the miR128 binding site. Blue bars show the fold change of monitored genes in mimic-miR-128-transfected cells vs. cells transfected with a standard control microRNA (mimic-miR-cel-67) . No significant changes were observed for any of the genes tested. Gene expression was normalized relative to GAPDH. categories. This is likely to be an underestimate as it is based on highly stringent statistical criteria and on a single cell type. A more comprehensive view of the response of lysosomal genes to TFEB induction is shown in Figure S11 (Gene Set Enrichment Analysis). Table S4 . Gene Ontology (GO) terms enriched within the set of genes upregulated following TFEB transient overexpression. 
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